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RESEARCH CATEGORY: Replicon Studies 
RESEARCH CATEGORY; Lassa Replicon 

EXPERIMENT: Initial Studies of Lassa Replicon (Lassa Nucleocapsid) in Mice 
EXPERIMENT DESIGNATOR: L9412221 

1. 12/22/94 

1. Replicon -LSNREP + Helper P5-1 

2. Animal Protocol - V94-03 

3. Replicon Titer -8x10'' PFU/ml (from Peter Pushko) 

4. Inoculation Protocol 

1 . Dilutions for inoculation - undiluted and 10'^ 

2. 5 mice each group 

3. Inoculate 0.5 ml per mouse (0.25 ml IP and 0.25 ml SQ) 

5. Collect serum at 7, 14, 21, 28, 35, 42 

6. See Mouse Inoculation Record 12/22/94 

2. 12/29/94 

1. 7 Day PI Bleed 

2. Samples -20°C freezer Rm 304 

3. 1/5/95 

1. 14 Day PI Bleed 

2. Samples -20°C freezer Rm 304 

4. 1/12/95 

1. 21 Day PI Bleed 

2. Samples -20°C freezer Rm 304 

5. 1/13/95 

1. IFA on Lassa spot slides (from Pete Bagley)- Assay completed by Peter Pushko 

2. Diluted sera 1 : 1 00 in HBSS with 2% heat inactivated FBS and antibiotics. 

3. Check with Peter for results 

6. 1/1 5/95 - Start ELISA plates for VEE and Lassa serology 

1. Antigens 

1. Lassa - R997 Lassa (Josiah) Vero CL, PSG?, Infected Cell Lysate 31 May 1990, from 
Cmdy Rossi - Use at 1 : 1 000 

2. VEE - L8 12/10/93 Sucrose density purified V3000, 2.53 mg/ml - Use at 400 ng/well 
(1:633) 

2. Diluent - Carb, Bicarb buffer - see ELISA2.PR0 

3. Prepare - 3 ELISA plates each of Lassa and VEE antigen 

1. lOOul/well 

2. Wrap plates in cellophane 

3. Incubate overnight at 4°C 

7. 1/16/95 -Complete Lassa/VEE ELISA 



EXHIBIT O 
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1. Protocol- see ELISA2. PRO 

2. Prepare serum dilutions in HBSS plus 2% FBS 

3. Dilutions: serial 3-folds starting at 1 :50 

1. 50; 150; 450; 1350; 4050; 12150; 36450; 109350 

4. Inoculate 90 ul/well 

5. see layout and results in file 1/16/94-1 through 1/16/94-8 

8. 1/18/95 

1. 28 Day PI Bleed -Done prior to boost 
1 . Samples -20°C freezer Rm 304 

2. 28 Day PI Boost 

1 . Replicon - LSNREP + Helper P5-1 

2. Animal Protocol - V94-03 

3. Replicon Titer -8x10^ PFU/ml (from Peter Pushko) 

4. Inoculation Protocol 

(1) Dilutions for inoculation - imdiluted and 10'^ 

(2) 5 mice each group 

(3) Inoculate 0.5 ml per mouse (0.25 ml IP and 0.25 ml SQ) 

(4) Group 1 0"^ mouse 4 killed after attempting to bite Peter Pushko 

9. 1/24/95 - Start ELISA plates for VEE and Lassa serology 

1 . Antigens 

1 . Lassa - R997 Lassa (Josiah) Vero CL, PSG?, Infected Cell Lysate 3 1 May 1 990, from 
Cindy Rossi - Use at 1 : 1 000 

2. VEE - L8 12/10/93 Sucrose density purified V3000, 2.53 mg/ml - Use at 400 ng/well 
(1:633) 

3. Normal Vero Cell lysate; psg 47,98,20; homogenous mixture washed in bor. saline, 
pH 9.0+triton X- 1 00 3 May 90; from Cindy Rossi - Use at 1 : 1 000 

2. Diluent - Garb, Bicarb buffer - see ELISA2.PR0 

3. Prepare -4 ELISA plates each of all antigens 

1. 100 ul/well 

2. Wrap plates in cellophane 

3. Incubate overnight at 4°C 

1 0. 1/25/95 - Complete Lassa/VEE ELISA 

1 . Protocol - see ELISA2.PR0 

2. Prepare serum dilutions in HBSS plus 2% FBS 

3. Dilutions: serial 2-folds starting at 1 : 1 00 

1. 100; 200; 400; 800; 1600; 3200; 6400; 12800 

4. Inoculate 90 ul/well 

5. see layout and results in file 1/25/95-1 through 1/25/95-1 3 
11. 1/26/95 -35 Day PI Bleed 

1. Samples -20°C freezer Rm 304 
12. 2/2/95 -42 Day PI Bleed 

1. Samples -20°C freezer Rm 304 
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13. 2/9/95 

1. 49 Day PI Bleed 

1 . Samples -20°C freezer Rm 304 

2. Start ELISA plates for VEE and Lassa serology 

3. Antigens 

1 . Lassa - R997 Lassa (Josiah) Vero CL, PSG?, Infected Cell Lysate 3 1 May 1 990 from 
Cindy Rossi - Use at 1 : 1 000 

2. VEE - L8 1 2/1 0/93 Sucrose density purified V3000, 2.53 mg/ml - Use at 400 ng/well 
(1:633) 

3. Nonnal Vero Cell lysate; psg 47,98,20; homogenous mixture washed in bor saline 
pH 9.0+triton X- 1 00 3 May 90; from Cindy Rossi - Use at 1 : 1000 

4. Diluent - Carb, Bicarb buffer - see ELISA2.PR0 

5. Prepare - 2 ELISA plates each of all antigens 

1. lOOuFwell 

2. Wrap plates in cellophane 

3. Incubate overnight at 4°C 

14. 2/10/95 -LASSA ELISA 

1. Complete as perprotocol- see ELISA2.PR0 

2 . see layout and resuhs in file and spreadsheet 94 1 222 1 .xls 

15. 2/14/95 - Plaque Reduction Neutralization Test of Serum Samples against V3000 

1. Protocol -NEUTASSY.PRO 

2. Results in file 

1 6. 2/20/95 - 60 Day PI Bleed 

1 . Samples -20°C freezer Rm 304 

17. 3/21/95 - Test LASSA ELISA antigen for appropriate dilution 

1. Antigen - Lassa Josiah, Vero Concentrate, 9/25/85 from Joan Giesbert 

2. Prepare in standard Carb, Bicarb buffer - see ELISA2.PR0 

1 . 2-fold dilutions across 96 well ELISA plate in all rows starting at 1 : 100 - 2 plates 

18. 3/22/95 - Test LASSA ELISA antigen for appropriate dilution from 3/21/95 

1 . Complete as per standard protocol - see ELISA2.PR0 

2. Antibodies 

1 . Mouse seruni Day 37, undiluted immunization, mouse #4 

2. Normal mouse serum 

3. 2-fold dilutions down 96 well plates starting at 1 :200 - 2 plates 

4. see layout and results in file 

5. Use antigen at 1:6000 

1 9. 3/26/95 - Lassa ELISA with mouse serum from above experiment 
1 . Protocol - see ELIS A2.PR0 

1 . Prepare Antigen plates 10 plates with Lassa Josiah, Vero Concentrate, 9/25/85 from 
Joan Giesbert diluted 1:6000 in carbonate/bicarbonate buffer 

20. 3/27/95 - Lassa ELISA with mouse serum from above experiment 
1. Complete ELISA as per protocol- see ELISA2.PR0 
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1 . Samples - mouse serum samples from above experiments diluted in 2-fold serial 
dilutions across ELIS A plate starting at 1 : 1 00. 
2. see layout and results in file and spreadsheet 9412221b.xls 

21. 4/24/95 - - Plaque Reduction Neutralization Test of Serum Samples against V3000 

1. Protocol - NEUTASSY.PRO 

2. Samples Day 28, 1 0"^ dilution through day 49 

3. Results in file 

22. 7/1 1/95 - 223 Day PI Bleed 

1 . Samples -20°C freezer Rm 304 

23. Experiment Ends 
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